A protocol was developed for detecting and quantifying scopolamine, L-hyoscyamine, and sparteine. Target analytes were extracted from animal-based food using ENQuEChERS and analyzed by LC-MS/ MS. EDTA solution was employed to improve recovery. LOQ values of 1-5 mg/kg were obtained for all analytes. g r a p h i c a l a b s t r a c t 
g r a p h i c a l a b s t r a c t

Introduction
In recent decades, concerns regarding plant toxins, such as botanical alkaloids, have increased because their accumulation in animal feed and food may have negative effects on public health. Botanical alkaloids are biosynthesized by numerous plant species, which may result in subchronic toxicity owing to excessive absorption [1] . Two classes of alkaloids have gained attention: tropane alkaloids and quinolizidine alkaloids.
Tropane alkaloids (TAs), which are secondary metabolites, are primarily synthesized by plants in the Solanaceae, Brassicaceae, and Erythroxylaceae families [2] . TAs are found in all parts of the plants and are responsible for the toxic effects of some of these plants. Plant extracts containing TAs have been widely utilized for pharmaceutics in human medicine [3] . Among the 200 TAs reported, atropine and scopolamine ( Fig. 1 ) are representative chemicals in this family [4] and have been used as anticholinergic agents for anaesthesia preparation for many years [5] . However, risk assessment of atropine and scopolamine residues in food and feed by the European Food Safety Authority (EFSA) revealed that TAs may also pose a threat to animal and human health because of their high toxicity [6] . Additionally, atropine is a commercial product containing a racemic mixture of the enantiomers Dhyoscyamine and L-hyoscyamine, but the only effective ingredient showing pharmacological activity is L-hyoscyamine ( Fig. 1 ) [7] . Another class of natural toxins, quinolizidine alkaloids, are derived from Nymophaea or other species in the family Nymphaeaceae [8] . Sparteine (including (+)-sparteine and (À)-sparteine; Fig. 1 ) has been applied in humans because of its antimuscarinic and oxytocic properties [9] and is widely used as a chiral ligand in the synthesis of some reagents (particularly organolithium reagents); however, the lethal dose of sparteine in 50% of exposed animals (LD 50 ) is 36-67 mg/kg [10, 11] , and toxic effects, including cardiac arrhythmia, neurological disorders, and gastrointestinal disorders, were observed following overdose in humans [12] .
Plants containing TAs are generally unpalatable and are avoided by most livestock unless other feed are scarce. Therefore, animal exposure to the combination of (À)-hyoscyamine and (À)-scopolamine is primarily from consuming feed contaminated with TA-containing plant material [13] . When wastewater carrying toxins from hospitals flows into rivers, it may be consumed by domestic animals, leading to toxin accumulation in their products (e.g., pork, eggs, and milk) and ultimately, the human body. Therefore, analytical approaches for detecting the contamination levels of these botanical alkaloids are required. Studies have attempted to develop residual detection methods for L-hyoscyamine and scopolamine in a variety of samples, such as grain-based baby food [14] , buckwheat grain [15] , honey [1] , teas and herbal teas [16] . The determination of sparteine levels in human plasma [17] , as well as silage, honey, and pig feed [13] , has also been reported. However, no studies have examined the residual detection of L-hyoscyamine, scopolamine, and sparteine in animal-derived food products.
Among the reported analytical methods for target alkaloids evaluated in the present study, liquid chromatography-tandem mass spectrometry (LC-MS/MS) is commonly employed to analyse the sample preparation process using solvents, methanol or acetonitrile, without a cleanup procedure [18] [19] [20] [21] . However, abundant protein and fat, as well as the presence of co-eluting substances of animal-derived matrices, can greatly impact the accuracy and sensitivity of this method. For trace residual analysis of food of animal origin [22] , the QuEChERS (Quick, Easy, Cheap, Effective, Rugged and Safe) method [23] was developed to reduce time and labour. Here, a protocol using QuEChERS purification coupled to LC-MS/MS was developed and validated as a feasible analytical method for detecting and quantifying L-hyoscyamine, scopolamine, and sparteine residues in porcine muscle, egg, and milk samples. Maximum residue limits (MRLs) have not been established, and the current findings could assist regulatory authorities [24] [25] [26] [27] in setting the appropriate limits.
Material and methods
Reagents, materials, and solutions
Scopolamine hydrobromide (98% purity), trifluoroacetic acid (99% purity), ethylenediaminetetraacetic acid disodium salt (EDTA) solution (0.5 M in H 2 O), formic acid (98% purity), and ammonium formate (97% purity) were acquired from Sigma-Aldrich (St. Louis, MO, USA). Hyoscyamine sulfate (83% purity) was purchased from the European Pharmacopoeia Reference Standards (EDQM Council of Europe, Strasbourg, France). (+)-Sparteine (98% purity) and (À)-Sparteine (98% purity) were supplied by the Korean Ministry of Food and Drug Safety (MFDS, Seoul, Republic of Korea). HPLCgrade methanol (99% purity) and acetonitrile (100% purity) were obtained from J.T. Baker Chemicals (Phillipsburg, NJ, USA). GH polypro membranes were provided by Pall Corporation (Port Washington, NY, USA), and syringe filters (0.2-mm) were purchased from MILLEX (Merck Millipore Ltd., Co., Billerica, MA, USA). QuEChERS extraction kits and sorbents were acquired from Agilent Bond Elut (Agilent Technologies, Santa Clara, CA, USA).
Primary stock solutions of the target analytes (1 mg/mL) were prepared by weighing each drug powder, followed by transfer to 10 mL of methanol in brown amber flasks. The amount of each drug powder used was based on the precise purity of the sample. For example, to prepare the L-hyoscyamine stock solution (1 mg/mL), 8.3 mg of hyoscyamine sulfate powder was dissolved in 10 mL of methanol and transferred to a brown amber flask. Intermediate individual standard solutions (1 mg/mL) and working solutions at different concentrations (0.005-0.3 mg/mL for scopolamine; 0.002-0.12 mg/mL for L-hyoscyamine; and 0.001-0.06 mg/mL for (+)-sparteine and (À)-sparteine) were prepared by dilution with methanol. All working solutions were stored in the dark at À20°C and analysed within one week.
Sample preparation
Samples of porcine muscle, egg, and milk were acquired from local markets in Seoul, Republic of Korea. All samples were chopped, homogenized, and weighed. Representative portions (2 g for porcine muscle; 2 mL for milk or egg liquid) were prepared in individual 50-mL centrifuge tubes, fortified with 0.2 mL of working solution, and equilibrated for 10 min [28] . Next, 0.1 mL of EDTA solution was added, followed by the addition of 10 mL of acetonitrile containing 0.5% trifluoroacetic acid. The compounds were thoroughly vortexed by a BenchMixer TM Multi-Tube Vortexer (Benchmark Scientific, NJ, USA) for 5 min prior to adding QuEChERS reagent (4 g of magnesium sulfate, 1 g of sodium chloride, 1 g of sodium citrate tribasic dihydrate, and 0.5 g of sodium citrate dibasic sesquihydrate). Next, the mixture was vortexed for another 5 min and centrifuged at 2600g (Union 32 R Plus, Hanil Science Industrial Co., Ltd., Incheon, Republic of Korea) for 10 min. The supernatants were then transferred to 15-mL QuEChERS d-SPE kits consisting of 150 mg of C18 sorbent and 900 mg of MgSO 4 , vortexed for 5 min, and centrifuged at 2600g for 10 min. The obtained mixtures were transferred and dried under nitrogen gas at 45°C until the volume was <0.3 mL. The residues were reconstituted in methanol up to 2 mL, vortexed, centrifuged at 10,840g (MEGA 17R, Hanil Science Industrial Co., Ltd.), and filtered through a 0.2-mm syringe filter prior to LC-MS/MS analysis.
LC-MS/MS analysis Instrumentation
An Agilent series 1100 HPLC system (Agilent Technologies) equipped with a G1311A Quart pump, a G1313A autosampler, a G1322A degasser, a G1316A column oven, and an API 2000 TM liquid chromatography (LC)-triple quadrupole tandem mass spectrometric (MS/MS) detector (Applied Biosystems, Foster City, CA, USA) coupled to an electrospray ionization source (ESI + ) was utilized.
LC-MS/MS conditions
Multiple reaction monitoring mode combined with ABI software (version 1.4.2) was implemented for data collection. An ion spray voltage of 5.5 kV, capillary temperature of 350°C, and pressure of 50 psi were used as optimized conditions for ion source gas 1 (GS1) and ion source gas 2 (GS2). Individual standard solutions (0.1 mg/mL) were injected directly into the MS unit, and the fragments (M + H) + of the precursor ions were collected; the results are summarized in Table 1 . The ultrahigh-purity water used to prepare the mobile phases was supplied by an aqua MAX TM water purification system (Young Wha, Seoul, Republic of Korea). A binary mobile phase system composed of 0.1% formic acid containing 10 mM ammonium formate in distilled water (solvent A) and methanol (solvent B) was delivered in isocratic gradient mode at a ratio of 10:90 (solvent A:B), with an injection volume of 10 mL and flow rate of 0.2 mL/min. 
Method validation
The developed method was validated according to the guidelines described by the Korea Ministry of Food and Drug Safety in 2015 [24] in reference to Codex standards [25] . The method was validated in terms of linearity, accuracy, precision, limits of detection (LODs), and limits of quantitation (LOQs). Six spiking levels equivalent to 1-, 2-, 3-, 4-, 5-, and 6-fold increases in the LOQ values for each compound were prepared to assess the linearity of standards in the solvent and matrices. Accuracy (expressed as recovery) and repeatability (intraday precision) were determined by fortifying blank samples at three spiking levels (n = 5) in a single day. To evaluate the reproducibility (interday precision), the same concentration levels were tested (n = 5) on three consecutive days. The recoveries were determined by comparing the calculated amounts of the analytes spiked in the samples (using matrixmatched calibration curves) with standard solutions. The precision was expressed as the percent relative standard deviation (RSD %). The concentrations that yielded signal-to-noise ratios (S/N) !3 and !10 were defined as the LOD and LOQ, respectively.
Results and discussion
Optimization of sample preparation
Organic solvents containing acidic or basic additives are commonly used in the extraction of analytes from animal tissues [29] . Thus, methanol and ethyl acetate were assayed as extraction solvents; however, the supernatants were cloudy because of the complexes formed by animal-derived matrices. To improve extraction efficiency, organic solvents are commonly fortified with acids. The effects of adding different acids are dependent upon the properties of the tested analytes [30] . To better understand the effects of different acids on the analyte extraction efficiency, 10 mL of additive-free acetonitrile (for deproteinization) and 10 mL of acetonitrile acidified by (a) 1% acetic acid, (b) 1% formic acid, or (c) 1% trifluoroacetic acid coupled with the CEN QuEChERS purification method were tested at a spiking concentration of 50 mg/kg. When solvent (a), (b), or additive-free acetonitrile was used, a recovery rate of 45-53%, 52-67%, 40-49%, and 37-48% was achieved for scopolamine, L-hyoscyamine, (+)-sparteine, and (À)-sparteine, respectively, in various matrices. Recoveries !70% were obtained for all analytes in porcine muscle, egg, and milk when solvent (c) was used. For further comparison, acetonitrile containing various concentrations of trifluoroacetic acid (0.1%, 0.5%, 1%, and 2%; total volume of acetonitrile = 10 mL) was evaluated at a spiking concentration of 50 mg/kg. Based on the obtained recoveries of !65%, !80%, !70%, and !68%, respectively, acetonitrile containing 0.5% trifluoroacetic acid showed the highest extraction efficiency and was used throughout the experimental protocol. Notably, EDTA solution was used to improve the accuracy of the developed method, as reported previously [31] . Next, 0.1 mL of EDTA solution (0.5 M) was added, which improved the recoveries by 2.3-4.5%, 3.5-6.1%, 1.9-3.2%, and 2.1-3.5% for scopolamine, L-hyoscyamine, (+)-sparteine, and (À)-sparteine, respectively, in all the matrices (spiking concentration: 50 mg/kg).
Furthermore, for animal-derived products, the purification process is vital because these samples are rich in proteins, fats, and endogenous substances [29] . Therefore, four protocols based on (A) the original QuEChERS methodology, (B) the AOAC QuEChERS methodology, (C) the CEN QuEChERS methodology (CEN, 15662) [23, 32, 33] , and (D) conventional liquid-liquid extraction methodology were compared (at a spiking concentration of 50 mg/kg), as shown in Scheme 1. The duration of vortexing was 5 min, and the speed of centrifugation was 2600g throughout the optimization process. As shown in Fig. 2 , recoveries ranging from 20-47%, 15-48%, 80-94%, and 5-63% were obtained when protocols (A), (B), (C), and (D) were utilized, respectively, for the tested analytes in various matrices. Because the d-SPE C18 sorbent in the CEN QuEChERS method can adsorb fatty acids [30] , the cleanup step in (C) is an appropriate methodology for animal matrices. Additionally, the components of the modified CEN QuEChERS, magnesium sulfate and sodium chloride, were separately used to eliminate excess Vortex + Centrifuge water and transfer the analytes from the aqueous phase to the organic phase [30] . The extraction solvent of EDTA solution and acetonitrile containing 0.5% trifluoroacetic acid coupled with CEN QuEChERS purification was utilized in all experiments.
LC-MS/MS Analysis
Optimization of chromatographic conditions
Optimized signals were found for all targets when using methanol as a solvent in ESI turbo-positive ion mode. The (a) CAPCELL PAK C18 column, (b) Zorbax Elipse XDB-C18 column, (c) Phenomenex Kinetex EVO C18 column, and (d) Waters Xbridge C18 column were assayed to detect the best separation; the Phenomenex Kinetex EVO C18 column presented the best results.
Acetonitrile or methanol coupled to distilled water is commonly used as the LC mobile phase [34] ; therefore, (a) 1 mM ammonium formate, (b) 0.1% formic acid, (c) 0.1% acetic acid, (d) 0.1% formic acid containing 1 mM ammonium formate, and (e) 0.1% formic acid containing 10 mM ammonium formate in distilled water were separately combined with methanol or acetonitrile to test the LC conditions. Ultimately, the mixture of 0.1% formic acid and 10 mM ammonium formate in distilled water (solvent A) and methanol (solvent B) showed the best signal response. Moreover, a membrane filter was utilized to purify the extracts and protect the instrument and column prior to LC-MS/MS analysis [35] .
Method performance Specificity and linearity
Specificity was evaluated by analysing the working standard and blank porcine muscle, egg, and milk samples (n = 5), which are shown in Figs. 3 and 4 . High specificity was observed, with no interfering peaks around the retention times of scopolamine, L-hyoscyamine, (+)-sparteine, and (À)-sparteine.
Standard and matrix-fortified determinate calibrations should be performed at six spiking levels according to the Korea MFDS guidelines [24] . Therefore, concentrations of 5, 10, 15, 20, 25, and 30 mg/kg for scopolamine, 2, 4, 6, 8, 10, and 12 mg/kg for L-hyoscyamine, and 1, 2, 3, 4, 5, and 6 mg/kg for sparteine ((+)-sparteine and (À)-sparteine), which are equivalent to 1-, 2-, 3-, 4-, -5, and 6-fold increases in the LOQs for each analyte (n = 5), were evaluated. Calibration curves were acquired by plotting the response for the peak area of the standard at different concentrations. Obtained coefficients of determination (R 2 ) ! 0.9869 confirmed the satisfactory linearities of the developed approach (shown in Table 2 ).
Accuracy and precision
Accuracy is expressed as recovery, while precision (intraday and interday) is expressed as relative standard deviation (RSD) [30] . The results for accuracy and precision were determined by fortifying blank samples at three concentration levels (1-, 2-, and 3-fold increases the LOQ): 5, 10, and 15 mg/kg for scopolamine; 2, 4, and 6 mg/kg for L-hyoscyamine; and 1, 2, and 3 mg/kg for (+)-sparteine and (À)-sparteine. Five replicates (for each matrix at each concentration level) were prepared to evaluate intraday reproducibility and repeatability (n = 5), and samples were measured on three consecutive days to determine interday values (n = 15). The recoveries and RSDs obtained were evaluated based on the standards described by the Codex Alimentarius Commission [36] , which states that when the spiking concentrations range from 1 to 10 ppb, the recoveries and within-laboratory repeatability (RSDs) should be in the range of 60-120% and not above 30%, respectively; in addition, when the spiking concentrations range from 10 to 100 ppb, the recoveries should be in the range of 70-110% with RSDs not above 20%. Herein, the obtained recovery rates were 73-104% with RSDs 7.7% (intraday and interday) for all analytes in porcine muscle, egg, and milk, indicating that the proposed method is accurate and precise.
LODs, LOQs, and matrix effects The LODs and the LOQs were calculated when the signal/noise intensity ratio was 3 and 10, respectively. LOD values of 1, 0.8, 0.4, and 0.4 mg/kg and LOQ values of 5, 2, 1, and 1 mg/kg were achieved for scopolamine, L-hyoscyamine, (+)-sparteine, and (À)-sparteine, respectively (n = 10). Remarkably, no MRLs have been established by any regulatory agency [24] [25] [26] [27] , and no studies have reported the LODs and LOQs of the target analytes in animal foods.
The high selectivity of tandem mass spectrometry does not greatly reduce the interference from endogenous impurities [37] . Additionally, electrospray ionization (ESI), a soft ionization technique, is more prone to non-volatile components that are competitively co-eluted with the analytes during bioanalysis, thus producing a suppression or enhancement effect, a phenomenon commonly referred to as matrix effects (MEs) [37] . Endogenous substances, including salts, carbohydrates, amines, urea, lipids, peptides, and metabolites [38] , and exogenous substances, such as mobile phase additives (as trifluoroacetic acid) and buffer salts [39] , could contribute to MEs. Such effects could diminish the reproducibility, linearity, and accuracy of the method and lead to erroneous quantitation [37] . Therefore, such effects should be estimated to ensure the accurate quantification of the tested analytes. The ME (%) was calculated according to the following equation: ME ð%Þ ¼ peak area of standard in matrix À peak area of standard in solvent peak area of standard in solvent Â 100 ME values of À40 to À25%, À36 to À23%, À27 to À19%, and À25 to À20% were obtained for scopolamine (spiking level: 15 mg/kg), L-hyoscyamine (spiking level: 6 mg/kg), (+)-sparteine (spiking level: 3 mg/kg), and (À)-sparteine (spiking level: 3 mg/kg), respectively, in the samples of porcine muscle, eggs, and milk. Only ion suppression (expressed as negative ME values) was observed for the target analytes in porcine muscle, eggs, and milk samples in the current study. As all matrices contain different percentages of fat, the suppression effect is likely related to particular phospholipids [37] and might also be analyte specific. Overall, matrixmatched calibrations were used throughout the experimental work to quantify the tested analytes in various animal-based food matrices.
Method application
Market samples of porcine muscle, chicken eggs, and milk (including whole milk and low-fat milk) were obtained from different sources in the Republic of Korea. Ten types of each matrix were collected and handled based on the procedures described above, followed by evaluation using the developed LC-MS/MS analytical method. None of the market samples were quantified positive for the tested analytes, as shown in Fig. 4 . As swine and poultry are raised in a farmhouse, the transfer of botanical alkaloids to porcine muscle and chicken eggs is therefore limited. Milk might be contaminated if cattle are grazed on botanical plants containing TAs and/or quinolizidine alkaloids.
Conclusions
In this study, a process using an extraction solvent of 0.1 mL of EDTA solution and 10 mL of acetonitrile acidified with 0.5% trifluoroacetic acid combined with the CEN QuEChERS method was developed to detect and quantify three botanical alkaloids, scopolamine, L-hyoscyamine, and sparteine ((+)-sparteine and (À)-sparteine), in samples of porcine muscle, egg, and milk. The LC-MS/MS technique using a Phenomenex Kinetex EVO C18 reversed-phase analytical column coupled to the mobile phase combination of 0.1% formic acid containing 10 mM ammonium formate in distilled water (A) and methanol (B) showed the best separation. Recoveries of 73-104% were acquired, and LOQs of 5, 2, 1, and 1 mg/kg were obtained for scopolamine, Lhyoscyamine, (+)-sparteine, and (À)-sparteine, respectively, in all matrices. Therefore, the proposed protocol is a versatile approach for the simultaneous detection of scopolamine, Lhyoscyamine, and sparteine in animal-derived food products. We suggest further research to monitor other plant alkaloids in food and feed. 
